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Background: Meiotic recombination has traditionally been explained based on the structural requirement to
stabilize homologous chromosome pairs to ensure their proper meiotic segregation. Competing hypotheses seek to
explain the emerging findings of significant heterogeneity in recombination rates within and between genomes, but
intraspecific comparisons of genome-wide recombination patterns are rare. The honey bee (Apis mellifera) exhibits the
highest rate of genomic recombination among multicellular animals with about five cross-over events per chromatid.
Results: Here, we present a comparative analysis of recombination rates across eight genetic linkage maps of the
honey bee genome to investigate which genomic sequence features are correlated with recombination rate and with
its variation across the eight data sets, ranging in average marker spacing ranging from 1 Mbp to 120 kbp. Overall, we
found that GC content explained best the variation in local recombination rate along chromosomes at the analyzed
100 kbp scale. In contrast, variation among the different maps was correlated to the abundance of microsatellites and
several specific tri- and tetra-nucleotides.
Conclusions: The combined evidence from eight medium-scale recombination maps of the honey bee genome
suggests that recombination rate variation in this highly recombining genome might be due to the DNA configuration
instead of distinct sequence motifs. However, more fine-scale analyses are needed. The empirical basis of eight differing
genetic maps allowed for robust conclusions about the correlates of the local recombination rates and enabled the
study of the relation between DNA features and variability in local recombination rates, which is particularly relevant in
the honey bee genome with its exceptionally high recombination rate.
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Comparative genomicsBackground
In most organisms, sexual reproduction is linked to the
formation of haploid gametes. The required reduction
from two sets of homologous chromosomes to one
recombined chromosome set per gamete occurs during
the first meiotic cell division. Accordingly, the initiation
of meiosis is characterized by the pairing of homologous
chromosomes, which involves their physical connection
and the induction of double strand breaks in the DNA.
The subsequent DNA repair results in a sister chromatid* Correspondence: olav_rueppell@uncg.edu
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unless otherwise stated.exchange, a local gene conversion, or a recombination
event (crossover) between homologous chromosomes
[1]. One crossover per chromosome [2] or chromosome
arm [3] are considered necessary for proper chromo-
some segregation, providing a minimum requirement for
the number of crossovers [4]. Most species exhibit re-
combination rates close to this minimum requirement
and recombination rates across a wide range of species
are largely a function of physical genome size and
chromosome number [5]. However, variation in recom-
bination rates can be observed beyond this general pat-
tern, as recombination rates vary substantially between
species [3,6], within species [7], and within the same
genome among and within chromosomes [8].is is an Open Access article distributed under the terms of the Creative
ommons.org/licenses/by/4.0), which permits unrestricted use, distribution, and
iginal work is properly credited. The Creative Commons Public Domain
g/publicdomain/zero/1.0/) applies to the data made available in this article,
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ceptional recombination rate and presumably presents
the most notable deviation from the general rule that ex-
plains genome wide recombination rates in many other
Eukaryotes. With twenty centi-Morgans per million
base-pairs (20 cM/Mb), honey bees have the highest rate
of recombination among Metazoans [9]. This high rate
may be a genus-wide phenomenon [10]. The recom-
bination rate varies substantially across the genome at
the scale of one Mb [11], but it is independent of
chromosome size [9]. Various explanations have been
proposed, mostly accounting for the observation that
other social species in the order Hymenoptera also
seem to exhibit an elevated genomic recombination
rate [9,12,13].
Two hypotheses that seek to explain the high recom-
bination rates in the social Hymenoptera are based on
the argument that recombination increases the genetic
diversity in social insect colonies, which may increase
the efficiency of division of labor among colony mem-
bers or disease resistance [10,12-15]. However, theoret-
ical studies show that the quantitative genetic variation
in a colony is not significantly increased by recombin-
ation [16]. Another effect of increased recombination
that may be beneficial is the reduced variation in genetic
relatedness across multiple loci among colony members,
which may reduce the potential for nepotism and kin
conflict [17,18]. In addition, general reasons for elevated
recombination rates that also apply to other taxa could
explain the findings for social insects if the underlying
selective forces are particularly strong in social insects:
Relative small effective population sizes of social insects
may promote the evolution of high recombination under
selection, especially in haplo-diploid species where re-
cessive alleles are expressed in the haploid sex [11].
Furthermore, social evolution may have exerted strong
and antagonistic selection on a multitude of genes and
the high recombination rates may be the result of di-
vergent directional selection for the different female
castes [19].
In contrast to these adaptive explanations, the high re-
combination rate might also be explained mechanistic-
ally. The GC content of the honey bee genome is only
33% on average with a strong bimodal distribution ran-
ging from 10-70% [20] and genes are overly abundant in
genome regions with lower than average GC content
[21]. Thus, DNA structure and accessibility may be one
mechanistic explanation [22]. Quantitative or qualitative
differences in the recombination apparatus may also
cause the overall excess of recombination in honey bees.
However, little is known about the molecular mecha-
nisms of recombination in honey bees and other social
insects, despite a relatively good understanding of the
process in other organisms [4]. Local, sequence-specificmotifs also influence recombination rates [23] and sev-
eral previous studies have analyzed the patterns of re-
combination in the honey bee genome at different scales to
identify sequence motifs that drive honey bee recombin-
ation rate dynamics, as they do in several other species [24].
In selected 76 Mbp of the honey bee genome, recom-
bination rate was found to be positively associated across
125 kbp windows with GC content, simple repeats, and
the distance between genes, while negatively correlated
to the proportion of low-complexity sequences [9]. The
two smallest chromosomes were analyzed in more detail
at the scale of about 30 kbp, and a select 300 kbp win-
dow at 3.6 kbp resolution, to reveal that true recombin-
ation hotspots are probably absent from the honey bee
genome and that local variation in recombination rate is
influenced by GC content and the three specific motifs
CGCA, GCCGC and CCAAT [25]. At a yet finer scale
(<1 kbp), the analysis of 444 recombination events be-
tween adjacent SNPs revealed three sequence motifs
(CGCA, GCCGC, CCGCA) that were positively associated
with recombination [26]. These studies used a powerful
resolution but only a single data set for their analyses al-
though recombination patterns vary intra-specifically [7]
and theoretical reasons suggest recombination rate in honey
bees may be even more variable than in other species [27].
To generate robust results from multiple data sets, we
jointly analyzed genomic patterns of recombination rate
from eight different, medium-density linkage maps of
the honey bee and related recombination to genome se-
quence characteristics to contribute to a more conclu-
sive understanding of local recombination rates and
their variability in a genome with a globally elevated rate
of meiotic recombination. The marker density in the dif-
ferent maps varied and allowed for an analysis at an
intermediate scale, using 100000 base pair windows
across the genome for our analyses. The analyzed maps
were mostly derived from crosses of the North-
American Apis mellifera population which represents an
admixture of several ancestral populations [28] and over-
all similarities in the recombinational landscapes could
not explained by ancestry alone [29]. We found that the
local recombination rate was correlated to a large num-
ber of sequence features, which can best be explained by
these features’ relation to GC content. Although the
local recombination rates among maps were only mod-
erately correlated [29], the results were largely consistent
across maps. Furthermore, the variability of local recom-
bination rates among maps correlated with the abundance
of microsatellites and with some of the sequence motifs
that correlated with the average recombination rate.
Results
Based on eight medium-density linkage maps, we stud-
ied the relation between genome sequence features and
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characteristics were more strongly associated with local
recombination rates than gene characteristics in our data
set (Table 1). The correlation results were relatively con-
sistent across the eight different maps, except for the
“HBC” and the “R5” maps that revealed no major corre-
lates of local recombination rate at all. Most of the DNA
features that correlated positively with local recombination
rate were also correlated with GC content. Independently,
the abundance of microsatellites was positively linked to
recombination rates. In the multi-factorial analysis, micro-
satellite abundance also correlated positively with the vari-
ance of recombination rate when the negative effect of the
abundance of low complexity sequences was statistically
accounted for (Table 1).
Many di-, tri-, or tetra-nucleotide sequence motifs cor-
related significantly with local recombination rate. How-
ever, no single motif from these sets of correlated motifs
emerged as a superior predictor of recombination rate.
Instead, several motifs showed similar correlation coeffi-
cients to local recombination rate. In general, a motif ’s
correlation to recombination rate was influenced by its
relative GC content, with high GC content motifs cor-
relating positively to recombination rate. Most di-
nucleotides showed a positive correlation to recombin-
ation rate in most maps. In contrast, the four di-
nucleotides AA, AT, TA, and TT, were negatively corre-
lated to recombination rate in most maps. The ratio of
CG to GC, a specific indicator of DNA methylation [25],
was positively correlated to recombination rate in most
maps, although less so than CG or GC motifs on their
own (Table 2). Two principal components (PCs) explain-
ing a combined 96% of the variation were extracted from
the di-nucleotide variables that were related to average
recombination rate (Figure 1). The first PC was a posi-
tive predictor of average recombination rate (β = 0.19,
p < 0.001). It was highly correlated to motifs with 50%
and 100% GC content, the second PC was negatively asso-
ciated with recombination rate (β = −0.27, p < 0.001). The
second PC was positively correlated to di-nucleotide vari-
ables with 0% GC content and negatively correlated to
variables with 100% GC content. The effects of these PCs
were consistent between most maps with the exception of
the “HBC” and “R5” data sets that yielded non-significant
results. The second PC (β = −0.05, p = 0.022) but not the
first (β = 0.02, p = 0.382) was also related to the variation
of recombination rate among maps.
The local recombination rate was correlated to numer-
ous tri-nucleotide (Table 3) and tetra-nucleotide (Table 4)
motifs. The most strongly correlated motifs were all
positively associated with recombination rate. Many mo-
tifs exhibited very similar strengths of correlation in any
given map and across maps, although the overall
strength of correlation varied among maps, decreasingfrom the “VSH” and “Grooming” maps to the “HBC”
and “R5” maps. No single tri- or tetra-nucleotide motif
emerged as the main control of local recombination rate
or its variance but some motifs were consistently corre-
lated with recombination across data sets (Tables 3 and
4). These motifs were enriched for GC content (Figure 2).
In contrast, the tri- and tetra-nucleotide motifs most
negatively associated with recombination rate were ex-
tremely AT biased (“Grooming” map: TAA and AATA,
“HBC” map: TGA and ATCA, “LBC” map: ATA and
ACAT, “JH” map: TAA and AATA, “Solignac” map:
AAT and TTAA, “VSH” map: TAA and TATT, “R3”
map: TTA and TTAA, “R5” map: TCA and ATGA, re-
combination average: TAA and TTAA, and variance of
recombination among maps: TAA and TTAA).
The first two PCs of the tri-nucleotide data set to-
gether explained 91.7% of the variation. The first PC was a
positive predictor of average recombination rate (β = 0.22,
p < 0.001) and was highly correlated to most motifs with
at least one G or C nucleotide. The second PC was
negatively associated with recombination rate (β = −0.25,
p < 0.001) and was most positively correlated to pure AT
motifs and negatively correlated to pure GC motifs. The
first two PCs of the tetra-nucleotide data set explained
84% of the variation. The first of these PCs was a posi-
tive predictor of average recombination rate (β = 0.26,
p < 0.001). The 50 most correlated variables with this
PC consisted of 32 motifs with 50% GC content and 18
motifs with 75% GC content. The second PC was nega-
tively associated with recombination rate (β = −0.21,
p < 0.001). Among the top 50 correlated motifs to the
second PC were 15 with 100% and 35 with 75% AT
content, while all 16 possible 100% GC motifs were
among the twenty most negatively correlated motifs.
Discussion
We analyzed in parallel eight different, medium-density
recombination maps of the honey bee genome at an
intermediate scale. The maps represented a number of
different honey bee populations and sources and varied
significantly with regards to the similarity of their local
recombination estimates [29]. Nevertheless, our results
were quite consistent among maps, indicating that GC
content may be the most important determinant of local
recombination rates in the honey bee genome at the in-
vestigated scale. This finding corroborates the conclu-
sions of a previous study of 125 kbp windows [9] but
contrasts with results of a more recent study that was
performed at different scales [25].
The two exceptional maps in our data set were the
“R5” and “HBC” maps, which did not reveal any signifi-
cant patterns. This discrepancy is difficult to explain be-
cause each of these maps had one closely related
“sibling” map that were constructed with similar
Table 1 All significant* bivariate correlation coefficients and standardized regression coefficients (in brackets) between sequence features and local
recombination rate
Feature: Solig nac map Grooming map VSH map JH map HBC map LBC map R3 map R5 map Average recombination rate Variance of recombination rate
GC content 0.11 (-0.18) 0.25 0.30 0.20 0.14 0.13 0.27 (-0.29)
CpG 0.14 (0.33) 0.27 (0.15) 0.33 (0.20) 0.23 (0.36) 0.17 0.16 (0.17) (0.07) 0.32 (0.59)
GCCGC 0.15 0.23 0.32 (0.14) 0.22 0.19 (0.31) 0.12 0.30
CCGCA 0.14 0.21 0.29 0.17 (-0.14) 0.17 0.12 0.27
CCTCCCT 0.14 0.25 0.29 0.20 0.10 (-0.13) 0.11 0.27
CCAATCA -0.05 (-0.06)
CCCCGCAC 0.09 0.14 (0.05) 0.12 0.06 0.09 0.13
TGGGAAAGA 0.06 0.07 0.06
Microsatellites 0.08 0.13 (0.07) 0.11 0.11 0.09 (0.10) 0.11 0.14 (0.05) (0.07)
Low complexity -0.10 -0.23 (-0.11) -0.23 -0.19 -0.09 -0.09 -0.24 (-0.06)
Gene number 0.14 (0.15)
Gene size -0.10
Gene distance
Intron size -0.10
*Significance at FDR < 0.05, FDR < 0.01 in bold for bivariate correlations; for multiple regression standard p < 0.05 is used and p < 0.01 shown in bold.
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Table 2 Bivariate correlation coefficients between recombination rate and all di-nucleotide motifs that were significantly*
correlated with local recombination rate in the eight different maps, its average and variance
Motif: Solignac
map
Grooming
map
VSH
map
JH
map
HBC
map
LBC
map
R3
map
R5
map
Average recombination rate Variance of recombination rate
AA -0.10 -0.10 -0.15 -0.10 — — — — -0.13 —
AC 0.06 0.17 0.19 0.12 — 0.08 0.10 — 0.17 —
AG 0.09 0.21 0.24 0.17 — 0.09 0.10 — 0.22 —
AT -0.11 -0.16 -0.20 -0.15 — -0.09 -0.08 — -0.18 —
CA — — — — — — — — — —
CC 0.14 0.26 0.33 0.22 — 0.16 0.14 — 0.30 —
CG 0.14 0.27 0.33 0.23 — 0.17 0.16 — 0.32 —
CT 0.08 0.20 0.23 0.16 — 0.10 0.11 — 0.21 —
GA 0.09 0.24 0.26 0.19 — 0.11 0.11 — 0.24 —
GC 0.14 0.25 0.32 0.22 — 0.17 0.15 — 0.30 —
GG 0.14 0.27 0.33 0.23 — 0.16 0.14 — 0.31 —
GT 0.06 0.18 0.20 0.13 — 0.10 0.11 — 0.19 —
TA -0.11 -0.18 -0.22 -0.17 — -0.10 -0.09 — -0.20 —
TC 0.08 0.23 0.26 0.19 — 0.12 0.12 — 0.24 —
TG — — — — — — — — — —
TT -0.10 -0.10 -0.14 -0.10 — — — — -0.12 —
CG/GC ratio 0.09 0.23 0.20 0.17 — 0.10 0.11 — 0.23 —
*Significance for FDR < 0.05; FDR < 0.01 is indicated in bold.
PC 1
P
C
 2
Recombination Rate
1st Quartile
2nd Quartile
3rd Quartile
4th Quartile
-4 -2 0 2
3
2
1
0
-1
-2
-3
Figure 1 Due to the high collinearity of the local abundance of the different di-, tri-, and tetra-nucleotide motifs, two principal components
were extracted for each motif length that explained most of the variation in local recombination rates (see text). For the analysis of
di-nucleotides, shown here, both principal components differed significantly (p < 0.05) among genome intervals that exhibited low (first quartile),
medium (second and third quartile), and high (forth quartile) average local recombination rates. Individual data are shown here as small circles and the
95% confidence interval or the group means as the larger solid ellipses. The principal component analysis of tri- and tetra-nucleotides revealed almost
identical patterns.
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Table 3 Bivariate correlation coefficients between local recombination rate and the ten tri-nucleotide motifs that were
most correlated* with the average local recombination rate
Motif: Solignac map Grooming map VSH map JH map HBC map LBC map R3 map R5
map
Average
recombination
rate
Variance of
recombination
rate
GCG 0.16 (2) 0.26 (12) 0.34 (1) 0.23 (9) — 0.18 (3) 0.17 (2) — 0.32 (1) —
CGC 0.16 (1) 0.26 (14) 0.33 (6) 0.23 (8) — 0.18 (4) 0.17 (1) — 0.32 (2) —
CGG 0.15 (3) 0.26 (13) 0.33 (2) 0.23 (10) — 0.18 (2) 0.16 (7) — 0.32 (3) —
TCG 0.13 (17) 0.28 (1) 0.32 (14) 0.23 (5) — 0.16 (7) 0.16 (3) — 0.32 (4) —
CCG 0.15 (4) 0.25 (17) 0.33 (4) 0.22 (14) — 0.18 (1) 0.16 (8) — 0.31 (5) —
GAG 0.14 (10) 0.28 (2) 0.32 (10) 0.24 (1) — 0.14 (20) 0.14 (18) — 0.31 (6) —
CGA 0.13 (20) 0.27 (3) 0.32 (15) 0.23 (4) — 0.15 (11) 0.16 (5) — 0.31 (7) —
GGC 0.15 (5) 0.26 (16) 0.33 (5) 0.23 (6) — 0.18 (6) 0.14 (16) — 0.31 (8) —
AGG 0.14 (9) 0.27 (10) 0.32 (11) 0.23 (3) — 0.14 (23) 0.12 (23) — 0.31 (9) —
CTC 0.13 (16) 0.27 (4) 0.32 (9) 0.23 (2) — 0.15 (12) 0.14 (14) — 0.31 (10) —
*Correlation coefficients are given when significant for FDR < 0.01, with relative rank of correlation strength in the individual analyses in brackets.
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Overall, the local recombination rates were more similar
between these pairs (“R3” and “R5”, “HBC” and “LBC”)
than between them and the other maps [29]. Yet, the
“R3” and “LBC” map analysis yielded results that con-
formed to the findings from the remaining four maps,
while “R5” and “HBC” map analysis did not. We cannot
explain this phenomenon, but note that these four maps
were constructed with relatively few markers. Thus, the
recombination profiles are less detailed and relatively
few changes may alter the overall results. The resolution
of the different maps generally increased the correlation
with specific DNA motifs and features, but the highest
resolution map (Solignac) did not exhibit the highest
correlation coefficients. We cannot exclude biological
reasons due to the European origin of the “Solignac”
map [11]. However, the phylogenetic distance between
mapping populations was only a poor predictor of theirTable 4 Bivariate correlation coefficients between local recom
most correlated* with average local recombination rate
Motif: Solignac map Grooming map VSH map JH map HBC ma
TCGG 0.15 (11) 0.27 (16) 0.34 (1) 0.23 (18) —
GGAG 0.15 (10) 0.28 (2) 0.33 (4) 0.24 (1) —
CTCG 0.14 (46) 0.28 (1) 0.33 (13) 0.24 (6) —
CGCG 0.16 (3) 0.25 (57) 0.33 (20) 0.23 (20) —
GACG 0.15 (21) 0.28 (3) 0.32 (29) 0.23 (12) —
GCGT 0.15 (24) 0.27 (11) 0.33 (6) 0.20 (60) —
GCGC 0.17 (1) 0.25 (63) 0.32 (30) 0.23 (16) —
TCGC 0.15 (14) 0.26 (26) 0.33 (19) 0.22 (33) —
CGAG 0.14 (63) 0.28 (5) 0.33 (8) 0.24 (2) —
AGCG 0.16 (4) 0.26 (38) 0.33 (5) 0.22 (53) —
*Correlation coefficients are given when significant for FDR < 0.01, with relative ranoverall similarity in local recombination rate [29] and a
methodological explanation seems more likely. Both
maps that were constructed solely based on chip-based
SNP genotyping [30,31] showed relatively high correla-
tions with the different variables despite their very differ-
ent population origin. Presumably, the results indicate a
superior accuracy of the maps that have been SNP-
genotyped. Other studies indicate that SNP genotyping
in general is more accurate than microsatellite genotyp-
ing [32,33]. Both SNP-based data sets in our study
showed the highest correlation coefficients with the dif-
ferent variables.
Common results emerge from six of the eight investi-
gated maps, and we can conclude that our findings are
largely independent of the specific recombination pat-
tern in each map and represent more general principles.
Limited by the resolution of the maps, our analysis can-
not be directly compared to comparative results inbination rate and the tetra-nucleotide motifs that were
p LBC map R3 map R5 map Average
recombination
rate
Variance of
recombination
rate
0.17 (15 0.18 (1) — 0.32 (1) —
0.14 (79) 0.13 (77) — 0.32 (2) —
0.17 (23) 0.16 (20) — 0.32 (3) —
0.18 (13) 0.16 (22) — 0.32 (4) —
0.16 (40) 0.17 (11) — 0.32 (5) —
0.18 (11) 0.17 (16) — 0.32 (6) —
0.19 (4) 016 (29) — 0.32 (7) —
0.17 (27) 0.18 (3) — 0.32 (8) —
0.16 (34) 0.16 (23) — 0.32 (9) —
0.17 (22) 0.17 (15) — 0.32 (10) —
k of correlation strength in the individual analyses in brackets.
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Figure 2 Di-, tri-, and tetra-nucleotide motifs were rank-ordered along the x-axis according to their correlation with GC content (dotted
lines). Their correlation with the average local recombination rate followed a similar pattern (solid lines). This result suggests that GC content
instead of specific nucleotide sequences is the most parsimonious explanation of local recombination rate in honey bees. Similar conclusions can
be drawn for the variability of recombination rate (dashed lines).
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[7]. Nevertheless, our conclusions about correlates of the
local recombination rates at the 100 kbp scale should be
robust. In addition, our analysis allowed an assessment
of whether specific DNA features are associated with
variability in local recombination rates, a question that is
particularly relevant in the honey bee genome with its
exceptionally high recombination rate [27].
Our results confirmed previous findings that GC con-
tent is a major correlate of local recombination rate in
honey bees [9,25]. This correlation may be due to biased
gene conversion that enriches areas of high recombin-
ation for GC [34]. In contrast to Drosophila [7,35],
biased gene conversion may be operational in honey
bees [36], even though the honey bee genome is rela-
tively AT-rich and experiences a high recombination rate
[20]. In the honey bee genome, GC content may also
cause higher local recombination rates because it is cor-
related to gene density [20] and thus accessibility of the
DNA [37], which increases local recombination rates in
other organisms [38]. However, gene density itself did
not emerge as a correlate of local recombination rate in
our study. Another factor that is related to GC content
is the density of CpG methylation sites. DNA methyla-
tion has been suggested as a negative regulator of re-
combination [25]. Contrary to what could be predicted,
the ratio of CpG to GpC, which represents an indicator
of methylation intensity [25], was positively correlated to
recombination rates. This finding suggests that methyla-
tion does not decrease local recombination rate in the
honey bee at the scale that we investigated.
We did not find that single tri- or tetra-nucleotide mo-
tifs were more correlated with recombination than GC
content or other, comparable tri- or tetra-nucleotidemotifs. Particularly at the tetra-nucleotide level, many
motifs exhibited very similar correlation coefficients,
with GC content conspicuously related to the motif ’s
correlation to recombination. This relation was not
strictly linear because tetra-nucleotide motifs with one
A/T showed a stronger positive correlation to recombin-
ation rate than tetra-nucleotides that consisted solely of
G/Cs. Similar results were obtained for di- and tri-
nucleotides. This finding contrasts to studies at finer
scales [25,26] that identified several specific motifs, in-
cluding the tetra-nucleotide CGCA. The discrepancy
may reflect differences in scale or statistical evaluation,
or it may be due to biological differences. Overall, we
conclude from our data sets that the correlation of a
particular motif ’s GC content to the overall GC content
of the DNA may explain the motif ’s correlation to re-
combination rate. This interpretation also fits most of
the motifs identified in previous studies [25,26]. Any
particular motif might provide specific binding sites for
factors that facilitate chromatin access for the recombin-
ation initiation factors, resulting in recombination hot-
spots [22,37]. However, the honey bee genome seems to
be devoid of distinct hotspots [25], corroborating our in-
terpretation that no specific, cis-acting motifs control re-
combination rate in the honey bee genome.
Similar to a previous study of honey bee recombin-
ation at an intermediate scale [9], we found microsatel-
lites, a particular form of simple repeat sequences, to be
positively correlated to recombination rate. The abun-
dance of microsatellites together with low complexity se-
quences may also influence the variance of local
recombination rate in the bivariate analyses. Microsatel-
lites have been mechanistically linked to recombination
in-vitro [39], but our finding is the first that suggests
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of a eukaryotic recombinational landscape. The high al-
lelic diversity of microsatellites may cause intra-specific
variation in local DNA structure that in turn could influ-
ence the frequency of local recombination events. In
addition, several of the short sequence motifs that were
highly correlated with recombination in some but not in
other maps also correlated with the variance of recom-
bination rate. However, our study could not resolve the
question whether this observed variation in recombin-
ation rate is directly linked to variation in frequency of
these correlated motifs because we lack the specific gen-
ome sequence information from the individuals that
gave rise to our mapping populations.
Thus, we cannot rule out that evolution of specific
binding sites, such as those for the zinc-finger protein
PRDM9 [24], is causing some of the variation and more
comparative analyses at a fine scale (e.g. [7]) will be
needed in the future. In our current study, at least a part
of the observed variation in recombination rate was due
to the different spatial resolution that the eight linkage
maps provide. However, we also observed considerable
variability between pairs of maps that were matched in
methodology and marker density. To date, surprisingly
little is known about the variation of local recombination
among genomes, although studies of this variability are
important for understanding the evolution of recombin-
ation rates [27]. In yeast, local recombination rates wereR
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Figure 3 The local recombination rates of eight diverse recombinatio
average and variance (below), computed in 100 kb windows. Data for
data; all other chromosomes are depicted in the Additional file 1.found relatively conserved even at a very fine scale des-
pite overall differences in recombination [40] and no
DNA features were identified to account for the
remaining variation. In humans, variation in recombin-
ation hotspots have been linked to PRDM9 binding sites,
but a similar mechanism could not be confirmed in
Drosophila, probably due to multiple initiation processes
for recombination [41]. In the highly recombining gen-
ome of the honey bee, multiple processes that lead to
meiotic recombination also seem plausible, particularly
with selection for high recombination counteracting the
self-destruction of recognition motifs due to biased gene
conversion [27].
Conclusions
This study relied on eight recombination maps, which
suggested a dynamic recombinational landscape of the
honey bee genome, with a relatively low degree of con-
servation even at intermediate scales [29]. Our results
robustly relate local GC content of the genome to the
intra-genomic variation of recombination rates but not
to the variability among maps. The importance of GC
content suggests that DNA structure plays an important
role in the frequent recombination of the honey bee gen-
ome but genome-wide fine-scale recombination maps
and the precise mechanisms of the high recombination
rate and the resulting local variability remain to be
explored.  16 18  20   22 24  26   28
ome 1 (Mbp)
Grooming
HBC
LBC
JH
Solignac
VSH
R3
R5
Average
Variance
n maps were analysed individually (above), along with their
the first chromosome are shown here as an example of the recombination
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Data from eight existing, genome-wide recombination
maps of the honey bee were collected from different
published studies. These maps were constructed in dif-
ferent laboratories using different genetic markers and
marker densities. They showed variable levels of correl-
ation with each other, with pairwise correlation coeffi-
cients calculated for 100 kbp windows ranging from 0.0
to 0.6 [29]. Based on 2000 microsatellite loci, the pub-
lished “Solignac” map had the highest marker density,
derived from a combination of two European families
[11]. Two maps were based on approximately 1300 SNP
markers genotyped with Illumina’s GoldenGate Assay™:
the “Grooming” map [30] and the “VSH” map [31]. The
“Grooming” map was generated from a backcross
worker family in Mexico and the “VSH” map was de-
rived from selected commercial stock in the USA. The
“JH” map was based on a backcross between the diver-
gently selected high and low pollen hoarding lines [42]
and genotyped via RAD-tag sequencing, resulting in
1100 markers [43]. The remaining 4 maps each com-
prised about 230 evenly spaced SNP and microsatellite
markers. Two of these crosses (“HBC” and “LBC”) were
reciprocal backcrosses between the high and low pollen
hoarding lines [44] and the other two (“R3” and “R5”)
were two parallel backcrosses between a hybrid queen de-
rived from the Africanized and European honey bee popu-
lations in North America and an Africanized male [45].
For all genetic markers of the eight maps the physical
position in the current version of the honey bee genome
(Amel 4.5) was determined by BLAST-n searches [46].
Maps were surveyed for inconsistencies between the
genetic and the physical position of markers. Inter-
marker intervals that were defined by a marker with
conflicting genetic and physical locations were excluded
from the subsequent analyses. The genome was divided
into 100 kbp windows as the basic analysis unit. The re-
combination rate per window was computed as the
weighted average of the corresponding inter-marker in-
tervals. Intervals with a recombination rate equal to zero
were excluded from the analysis because these values
were artifacts, usually resulting from the combination of
missing data and a pair of physically very close markers
that did not experience any recombination. In addition
to the local recombination rate estimates of each map,
an overall average recombination rate and the variance
of recombination rate among the eight maps were calcu-
lated for each window (e.g. chromosome 1 in Figure 3;
all other chromosomes: see Additional file 1).
The DNA sequence and annotation features were
downloaded from the NCBI website (ftp://ftp.ncbi.nih.
gov/genomes/Apis_mellifera/Assembled_chromosomes/seq/)
and local sequence features and gene annotations were
extracted with their positional information. For eachwindow, we computed GC content, CpG number, as
well as a few select longer motifs [26] and the abun-
dance of low complexity and all microsatellite sequences.
The frequency of all di-, tri-, and tetra-nucleotide motifs
per window were also determined by simple string
searches. Even though these simple motifs presumably
do not represent entire protein binding sites, analyzing
these relatively short motifs allowed the evaluation of
the complete parameter space (all 16, 64, and 256 pos-
sible combinations of bases, respectively) in a reasonable
computational time. These motifs are partially contained
in each other or constitute reverse complements of each
other. Nevertheless, we tested each possible motif separ-
ately to provide a complete and unbiased analysis. While
any true sequence motif that influences recombination
by protein binding is likely longer, a specific subset of
the shorter motifs should be included in the longer motif
and hence show a strong correlation with recombin-
ation. In addition, the number and size of genes, their
average distance, and the average size of exons according
to the latest genome annotation [21] were compiled.
Subsequent analyses were performed for each genetic
map independently, as well as for the average and vari-
ance of local recombination rates across maps. The rela-
tion between recombination rates and DNA sequence
features was analyzed by calculating all bivariate correl-
ation coefficients, followed by a stepwise backwards re-
gression model (exclusion threshold: p ≥ 0.05). The di-,
tri-, and tetra-nucleotide motifs were each analyzed in
separate procedures due to their high correlation with
each other and with some of the other DNA features.
Again, bivariate correlation coefficients were computed.
However, the high degree of collinearity required a prin-
cipal component analysis (PCA) before relating the ex-
tracted principal components (PC) to recombination
rates.
Additional file
Additional file 1: Figures of the calculated local recombination rates
along chromosomes 2 – 16 from eight different linkage maps, along
with the average and variance of recombination rates, display the
considerable heterogeneity of local recombination in the honey bee
genome.
Competing interests
The authors declare that they have no competing interests
Authors’ contributions
CRR and DSD compiled the datasets, performed the initial analysis and wrote
the first draft of the manuscript, GJH provided the “Grooming” and the “VSH”
maps, KEI and GVA provided the “JH” map data, and OR initiated and planned
the study, conducted the final analyses, and wrote the main draft of the
manuscript. All authors contributed to the final version of the manuscript.
Acknowledgements
We would like to thank the members of the UNCG Social Insect lab and the
Math-Bio working group. The work was funded by the National Science
Ross et al. BMC Genomics  (2015) 16:107 Page 10 of 11Foundation (grants DMS 0850465 and DBI 0926288) and additionally
supported by the National Institutes of Health (NIGMS grant R15GM102753).
GVA was supported by the PEW Charitable Trust and the Research Council of
Norway (#191699, and 213976).
Author details
1Department of Computer Sciences, The University of North Carolina at
Greensboro, Greensboro, NC 27402, USA. 2Department of Biology, 312
Eberhart Building, The University of North Carolina at Greensboro, 321 McIver
Street, Greensboro, NC 27402, USA. 3Department of Entomology, Purdue
University, West Lafayette, IN 47907, USA. 4School of Life Sciences, Arizona
State University, Tempe, AZ 85287, USA. 5Department of Chemistry,
Biotechnology and Food Science, Norwegian University of Life Sciences,
1432 Aas, Norway.
Received: 25 September 2014 Accepted: 26 January 2015
References
1. de Massy B. Initiation of meiotic recombination: how and where?
Conservation and specificities among eukaryotes. Annu Rev Genet.
2013;47:563–99.
2. Borodin PM, Karamysheva TV, Belonogova NM, Torgasheva AA, Rubtsov NB,
Searle JB. Recombination map of the common shrew, Sorex araneus
(Eulipotyphla, Mammalia). Genetics. 2008;178(2):621–32.
3. Segura J, Ferretti L, Ramos-Onsins S, Capilla L, Farre M, Reis F, et al. Evolution
of recombination in eutherian mammals: insights into mechanisms that
affect recombination rates and crossover interference. Proc Biol Sci.
2013;280(1771):20131945.
4. Roeder GS. Meiotic chromosomes: it takes two to tango. Genes Dev.
1997;11(20):2600–21.
5. Lynch M. The origins of eukaryotic gene structure. Mol Biol Evol.
2006;23(2):450–68.
6. Dumont BL, Payseur BA. Evolution of the genomic rate of recombination in
mammals. Evolution. 2008;62(2):276–94.
7. Comeron JM, Ratnappan R, Bailin S. The many landscapes of recombination
in Drosophila melanogaster. PLoS Genet. 2012;8(10):e1002905.
8. Coop G, Wen XQ, Ober C, Pritchard JK, Przeworski M. High-resolution mapping
of crossovers reveals extensive variation in fine-scale recombination patterns
among humans. Science. 2008;319(5868):1395–8.
9. Beye M, Gattermeier I, Hasselmann M, Gempe T, Schioett M, Baines JF, et al.
Exceptionally high levels of recombination across the honey bee genome.
Genome Res. 2006;16(11):1339–44.
10. Meznar ER, Gadau J, Koeniger N, Rueppell O. Comparative linkage mapping
suggests a high recombination rate in all honey bees. J Hered. 2010;101:S118–26.
11. Solignac M, Mougel F, Vautrin D, Monnerot M, Cornuet JM. A third-generation
microsatellite-based linkage map of the honey bee, Apis mellifera, and its
comparison with the sequence-based physical map. Genome Biol. 2007;8(4):R66.
12. Wilfert L, Gadau J, Schmid-Hempel P. Variation in genomic recombination
rates among animal taxa and the case of social insects. Heredity.
2007;98(4):189–97.
13. Sirvio A, Johnston JS, Wenseleers T, Pamilo P. A high recombination rate in
eusocial Hymenoptera: evidence from the common wasp Vespula vulgaris.
BMC Genet. 2011;12:95.
14. Gadau J, Page RE, Werren JH, Schmid-Hempel P. Genome organization and
social evolution in hymenoptera. Naturwissenschaften. 2000;87(2):87–9.
15. Sirvio A, Gadau J, Rueppell O, Lamatsch D, Boomsma JJ, Pamilo P, et al.
High recombination frequency creates genotypic diversity in colonies of the
leaf-cutting ant Acromyrmex echinatior. J Evol Biol. 2006;19(5):1475–85.
16. Rueppell O, Meier S, Deutsch R. Multiple mating but not recombination
causes quantitative increase in offspring genetic diversity for varying
genetic architectures. PLoS One. 2012;7(10):e47220.
17. Sherman PW. Insect chromosome numbers and eusociality. Am Nat.
1979;113:925–35.
18. Templeton AR. Chromosome number, quantitative genetics and eusociality.
Am Nat. 1979;113(6):937–41.
19. Kent CF, Zayed A. Evolution of recombination and genome structure in
eusocial insects. Commun Integr Biol. 2013;6(2):e22919.
20. Weinstock GM, Robinson GE, Gibbs RA, Worley KC, Evans JD, Maleszka R,
et al. Insights into social insects from the genome of the honeybee Apis
mellifera. Nature. 2006;443(7114):931–49.21. Elsik CG, Worley KC, Bennett AK, Beye M, Camara F, Childers CP, et al.
Finding the missing honey bee genes: lessons learned from a genome
upgrade. BMC Genomics. 2014;15(1):86.
22. Adrian AB, Comeron JM. The Drosophila early ovarian transcriptome
provides insight to the molecular causes of recombination rate variation
across genomes. BMC Genomics. 2013;14:794.
23. Wahls WP, Davidson MK. New paradigms for conserved, multifactorial,
cis-acting regulation of meiotic recombination. Nucleic Acids Res.
2012;40(20):9983–9.
24. Berg IL, Neumann R, Lam KW, Sarbajna S, Odenthal-Hesse L, May CA, et al.
PRDM9 variation strongly influences recombination hot-spot activity and
meiotic instability in humans. Nat Genet. 2010;42(10):859–63.
25. Mougel F, Poursat MA, Beaume N, Vautrin D, Solignac M. High-resolution
linkage map for two honeybee chromosomes: the hotspot quest. Mol
Genet Genomics. 2014;289(1):11–24.
26. Bessoltane N, Toffano-Nioche C, Solignac M, Mougel F. Fine scale analysis of
crossover and non-crossover and detection of recombination sequence
motifs in the honeybee (Apis mellifera). PLoS One. 2012;7(5):e36229.
27. Ubeda F, Wilkins JF. The Red Queen theory of recombination hotspots.
J Evol Biol. 2011;24(3):541–53.
28. Whitfield CW, Behura SK, Berlocher SH, Clark AG, Johnston JS, Sheppard WS,
et al. Thrice out of Africa: Ancient and recent expansions of the honey bee,
Apis mellifera. Science. 2006;314:642–5.
29. Ross C, DeFelice D, Hunt GJ, Ihle K, Rueppell O. A comparison of multiple
genome-wide recombination maps in Apis mellifera. Topics from the 8th Annual
UNCG Regional Mathematics and Statistics Conference 2014: in press.
30. Arechavaleta-Velasco ME, Alcala-Escamilla K, Robles-Rios C, Tsuruda JM, Hunt
GJ. Fine-scale linkage mapping reveals a small set of candidate genes
influencing honey bee grooming behavior in response to Varroa mites.
PLoS One. 2012;7(11):e47269.
31. Tsuruda JM, Harris JW, Bourgeois L, Danka RG, Hunt GJ. High-resolution
linkage analyses to identify genes that influence Varroa Sensitive Hygiene
behavior in honey bees. PLoS One. 2012;7(11):e48276.
32. Ball AD, Stapley J, Dawson DA, Birkhead TR, Burke T, Slate J. A
comparison of SNPs and microsatellites as linkage mapping markers:
lessons from the zebra finch (Taeniopygia guttata). BMC Genomics.
2010;11:218. doi:10.1186/1471-2164-11-218.
33. Kennedy GC, Matsuzaki H, Dong S, Liu WM, Huang J, Liu G, et al. Large-scale
genotyping of complex DNA. Nat Biotechnol. 2003;21:1233–7.
34. Pessia E, Popa A, Mousset S, Rezvoy C, Duret L, Marais GA. Evidence for
widespread GC-biased gene conversion in eukaryotes. Genome Biol Evol.
2012;4(7):675–82.
35. Robinson MC, Stone EA, Singh ND. Population genomic analysis reveals no
evidence for gc-biased gene conversion in Drosophila melanogaster. Mol
Biol Evol. 2014;31(2):425–33.
36. Kent CF, Minaei S, Harpur BA, Zayed A. Recombination is associated with
the evolution of genome structure and worker behavior in honey bees.
Proc Natl Acad Sci U S A. 2012;109(44):18012–7.
37. Nicolas A. Relationship between transcription and initiation of meiotic
recombination: toward chromatin accessibility. Proc Natl Acad Sci U S A.
1998;95(1):87–9.
38. Pan J, Sasaki M, Kniewel R, Murakami H, Blitzblau HG, Tischfield SE, et al. A
hierarchical combination of factors shapes the genome-wide topography of
yeast meiotic recombination initiation. Cell. 2011;144(5):719–31.
39. Benet A, Molla G, Azorin F. d(GA x TC)(n) microsatellite DNA sequences
enhance homologous DNA recombination in SV40 minichromosomes.
Nucleic Acids Res. 2000;28(23):4617–22.
40. Illingworth CJR, Parts L, Bergström A, Liti G, Mustonen V. Inferring genome-
wide recombination landscapes from advanced intercross lines: application
to yeast crosses. PLoS One. 2013;8(5):e62266.
41. Heil CSS, Noor MAF. Zinc finger binding motifs do not explain recombination rate
variation within or between species of Drosophila. PLoS One. 2012;7(9):e45055.
42. Page RE, Fondrk MK. The effects of colony level selection on the social
organization of honey bee (Apis mellifera L) colonies - colony level components
of pollen hoarding. Behav Ecol Sociobiol. 1995;36(2):135–44.
43. Ihle KE, Rueppell O, Page RE, Amdam GV. QTL for ovary size and juvenile
hormone response to Vg-RNAi knockdown. J Hered. 2015: online:
doi:10.1093/jhered/esu086.
44. Rueppell O, Metheny JD, Linksvayer TA, Fondrk MK, Page Jr RE, Amdam GV.
Genetic architecture of ovary size and asymmetry in European honeybee
workers. Heredity. 2011;106:894–903.
Ross et al. BMC Genomics  (2015) 16:107 Page 11 of 1145. Graham AM, Munday MD, Kaftanoglu O, Page Jr RE, Amdam GV,
Rueppell O. Support for the reproductive ground plan hypothesis of
social evolution and major QTL for ovary traits of Africanized worker
honey bees (Apis mellifera L.). BMC Evol Biol. 2011;11:95.
46. Johnson M, Zaretskaya I, Raytselis Y, Merezhuk Y, McGinnis S, Madden TL.
NCBI BLAST: a better web interface. Nucleic Acids Res. 2008;36:W5–9.Submit your next manuscript to BioMed Central
and take full advantage of: 
• Convenient online submission
• Thorough peer review
• No space constraints or color ﬁgure charges
• Immediate publication on acceptance
• Inclusion in PubMed, CAS, Scopus and Google Scholar
• Research which is freely available for redistribution
Submit your manuscript at 
www.biomedcentral.com/submit
